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Abstract:



[18F]Fluciclovine (trans-1-amino-3-[18F]fluorocyclobutanecarboxylic acid; anti-[18F]FACBC), a positron emission tomography tracer used for the diagnosis of recurrent prostate cancer, is transported via amino acid transporters (AATs) with high affinity (Km: 97–230 μM). However, the mechanism underlying urinary excretion is unknown. In this study, we investigated the involvement of AATs and drug transporters in renal [18F]fluciclovine reuptake. [14C]Fluciclovine (trans-1-amino-3-fluoro[1-14C]cyclobutanecarboxylic acid) was used because of its long half-life. The involvement of AATs in [14C]fluciclovine transport was measured by apical-to-basal transport using an LLC-PK1 monolayer as model for renal proximal tubules. The contribution of drug transporters herein was assessed using vesicles/cells expressing the drug transporters P-glycoprotein (P-gp), breast cancer resistance protein (BCRP), multidrug resistance-associated protein 4 (MRP4), organic anion transporter 1 (OAT1), organic anion transporter 3 (OAT3) , organic cation transporter 2 (OCT2), organic anion transporting polypeptide 1B1 (OATP1B1), and organic anion transporting polypeptide 1B3 (OATP1B3). The apical-to-basal transport of [14C]fluciclovine was attenuated by l-threonine, the substrate for system alanine-serine-cysteine (ASC) AATs. [14C]Fluciclovine uptake by drug transporter-expressing vesicles/cells was not significantly different from that of control vesicles/cells. Fluciclovine inhibited P-gp, MRP4, OAT1, OCT2, and OATP1B1 (IC50 > 2.95 mM). Therefore, system ASC AATs may be partly involved in the renal reuptake of [18F]fluciclovine. Further, given that [18F]fluciclovine is recognized as an inhibitor with millimolar affinity for the tested drug transporters, slow urinary excretion of [18F]fluciclovine may be mediated by system ASC AATs, but not by drug transporters.
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1. Introduction


[18F]Fluciclovine (trans-1-amino-3-[18F]fluorocyclobutanecarboxylic acid, also known as anti-[18F]FACBC or Axumin™) is a positron emission tomography (PET) tracer that has been approved by the U.S. Food and Drug Administration for the detection of recurrent prostate cancer since 2016 [1]. Recently, phase II clinical trials of [18F]fluciclovine have been simultaneously conducted in Japan for the diagnosis of glioma [2] and primary prostate cancer [3].



[18F]Fluciclovine is a synthetic leucine analog that is developed as a next-generation PET tracer to compensate for the high accumulation of [18F]fluorodeoxyglucose ([18F]FDG) in the brain and urinary tract under physiological conditions [4]. The low urinary excretion of [18F]fluciclovine differs from that of many other 18F-labeled amino acids such as O-(2-[18F]fluoroethyl)-l-tyrosine ([18F]FET) and a range of tracers that have been preclinically evaluated [5]. Clinical trials have demonstrated that [18F]fluciclovine accumulates readily in the liver and pancreas, mildly in the kidneys, and minimally in the brain after administration as an intravenous bolus infusion; it is excreted slowly in the urine for up to 24 hours, but not in bile [6,7]. These results suggest that [18F]fluciclovine-PET may have advantages over [18F]FDG and [18F]FET for imaging tumors in the brain and/or in the pelvis.



Our previous preclinical studies have shown that [18F]fluciclovine is not incorporated into proteins [8], and accumulates in cells through amino acid transporters (AATs) that serve as its primary means of transport [8,9,10]. We have also shown that two Na+-dependent AAT subtypes (i.e., alanine-serine-cysteine transporter 2 (ASCT2) and sodium-coupled neutral amino acid transporter 2 (SNAT2)) and Na+-independent l-type amino acid transporter 1 (LAT1) have high affinities for [18F]fluciclovine with Km values of 92.0, 222.0, and 230.4 μM, respectively [11]. This suggests that AATs may be involved in the whole-body distribution of [18F]fluciclovine, because these AATs are expressed in the liver, renal proximal tubule, by the blood-brain-barrier (BBB) [12], and/or tumors [13].



Drug transporters expressed in the intestines, liver, kidneys, and/or at the BBB play an important role in regulating drug absorption, distribution, metabolism, and excretion [14]. Numerous studies have shown that drug transporters influence pharmacokinetics and thus affect drug efficacy and are involved in the occurrence of adverse effects, including those produced by drug-drug interactions. The International Transporter Consortium advocated the assessment of drug-drug interactions in the context of drug transporters in accordance with their significant clinical importance. In particular, three ATP-binding cassette (ABC) transporters—P-glycoprotein (P-gp; MDR1), breast cancer resistance protein (BCRP), and multidrug resistance-associated protein 4 (MRP4)—are important efflux transporters that regulate intestinal absorption, distribution to the brain, and/or excretion in the liver and kidneys for several therapeutic drugs [14]. Three solute carrier (SLC) transporters, organic anion transporter 1 (OAT1), organic anion transporter 3 (OAT3), and organic cation transporter 2 (OCT2), are thought to be involved in transporting anionic (OAT1/3) and cationic (OCT2) drugs from the blood to renal tubules. In addition, two other SLC transporters, organic anion transporting polypeptide 1B1 (OATP1B1) and organic anion transporting polypeptide 1B3 (OATP1B3), are believed to be critical hepatic transporters of anionic drugs [14].



Recent studies have reported that therapeutic drugs that have both amino and carboxyl residues are transported via several transporters. For example, melphalan (an anticancer drug) and gabapentin (antiepilepsy drug) are transported by an AAT (LAT1) [15,16] and drug transporters (P-gp and organic cation/carnitine transporter 1 (OCTN1)) [17,18]. Efflux drug transporters such as P-gp are overexpressed in several tumors, causing resistance to chemotherapeutic drugs [19,20]. Therefore, the contributions of hepatic and renal drug transporters to [18F]fluciclovine influx/efflux merit evaluation, because drug transporters such as those described above may be involved in [18F]fluciclovine accumulation following [18F]fluciclovine administration during PET procedures.



As described above, we have previously reported that AATs are the primary transporters involved in [18F]fluciclovine uptake into cells. However, the mechanisms underlying hepatic/renal distribution of [18F]fluciclovine by AATs and drug transporters, especially the slow excretion into urine, has not been fully identified. To address this, we assessed the contribution of AATs on renal reabsorption of [18F]fluciclovine using the LLC-PK1 monolayer model, which is used to simulate the transport of novel drugs to the proximal tubules [21,22]. Furthermore, the contribution of drug transporters to the hepatic/renal distribution of [18F]fluciclovine was investigated.




2. Results


2.1. Tight Junction Formation in the LLC-PK1 Monolayer Model


The LLC-PK1 monolayer model is a well-known model of renal proximal tubules for the estimation of renal transport [21,22]. To validate the formation of tight junction in the LLC-PK1 monolayers, paracellular [3H]mannitol penetration, and transepithelial electrical resistance (TER) were measured. As shown in Figure 1, the mean percentage of [3H]mannitol permeation was significantly decreased from 19.3% (day 1) to 1.23% (day 4), and reached a plateau at day 7 after seeding (2.29%). In addition, TER values gradually increased to 206, 284, and 413 Ω·cm2 at day 1, 4, and 7, respectively (Figure 1). These results suggested that tight junctions were sufficiently formed in the LLC-PK1 monolayers from day 4 after seeding.


Figure 1. The chronological formation of tight junctions in the LLC-PK1 monolayer model as monitored by the [3H]mannitol penetration rate (left axis, black bar; n = 3–9) and transepithelial electrical resistance (TER, right axis, white circle; n = 3–4). Each data point represents the mean ± standard deviation (SD). * p < 0.05 vs. insert only, # p < 0.05 vs. day 1 after seeding.
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2.2. Apical-to-Basal Transport of Amino Acid Tracers through the LLC-PK1 Monolayers


To estimate transcellular amino acid transport through the LLC-PK1 monolayers mimicking renal proximal tubules, apical-to-basal transport was measured using 14C-labeled amino acid tracers (10 µM). As shown in Figure 2a, the apical-to-basal transport of each tracer increased in a time-dependent manner. The mean penetration amount of each tracer at 120 min was 145 with [14C]fluciclovine (fluciclovine), 85.5 with l-[14C]alanine (Ala), and 149 pmol with l-[14C]leucine (Leu). In addition, the mean residual radioactivity of [14C]fluciclovine in the cells at 120 min was significantly higher than that of Ala and Leu: 238, 15.2, and 179 pmol, respectively (Figure 2b).


Figure 2. (a) Time course of 14C-labeled amino acid (10 µM) transport through the LLC-PK1 monolayers after 4–5 days culture (n = 3–6); (b) the residual amount of intracellular amino acid tracer at 120 min (n = 3–6); “fluciclovine”, “Ala”, and “Leu” indicate “[14C]fluciclovine”, “l-[14C]alanine”, and “l-[14C]leucine”, respectively. Each data point represents the mean ± SD. * p < 0.05 vs. fluciclovine.
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2.3. The Inhibition of Apical-to-Basal Transport in the LLC-PK1 Monolayers by Amino Acids


The inhibition of [14C]fluciclovine transport (10 µM) by naturally occurring and synthetic amino acids (1 mM) was assessed using the LLC-PK1 monolayer model. As shown in Figure 3, the apical-to-basal transport rate of [14C]fluciclovine in Na+-free buffer was 58.8% of the control in Na+ buffer, indicating that the contribution of Na+-dependent transport was an estimated 41.2% of the total penetration amount (Figure 3; the percentage “control in Na+-free buffer” that was subtracted from “control in Na+ buffer”). In addition, significant inhibition of apical-to-basal transport was observed in the presence of a combination of Na+ and l-threonine (Thr) (the substrate for an Na+-dependent system ASC AATs, including ASCT2) to the same extent as that observed in the absence of Na+. In contrast, no significant inhibition was observed when using 2-(methylamino)-isobutyric acid (MeAIB, a substrate for the Na+-dependent system A AATs, including SNAT2) in the presence of Na+, and when using 2-aminobicyclo[2,2,1]heptane-2-carboxylic acid (BCH, a substrate for the Na+-independent AAT system L, including LAT1) in the absence of Na+. These results suggest that Na+-dependent system ASC AATs partly mediate renal [14C]fluciclovine transport.


Figure 3. The inhibition profile of [14C]fluciclovine (10 μM) apical-to-basal transport using the LLC-PK1 monolayer model under the indicated conditions, i.e., temperature and 1 mM inhibitors in Na+ buffer (white bar, n = 5–14) or Na+-free buffer (black bar, n = 9). Each data point represents the mean ± SD. * p < 0.05 vs control in Na+ buffer.
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2.4. [14C]Fluciclovine Transport via ATP-binding Cassette (ABC) Transporters and the Inhibitory Effect of Fluciclovine on ABC Transporters


[14C]Fluciclovine uptake was measured using ABC transporter-expressing vesicles. As shown in Figure 4, no significant difference in [14C]fluciclovine uptake was observed between the control, P-gp, and MRP4 vesicles (Figure 4a,c). In contrast, [14C]fluciclovine uptake by the BCRP vesicles was reduced in comparison to that of the control vesicles, albeit not significantly (Figure 4b). Furthermore, [14C]fluciclovine uptake by the BCRP and MRP4 vesicles showed Michaelis-Menten kinetics (Table 1).


Figure 4. (a–c): The concentration dependency of [14C]fluciclovine in (a) P-glycoprotein (P-gp)-; (b) breast cancer resistance protein (BCRP)-; and (c) multidrug resistance-associated protein 4 (MRP4)-expressing inside-out vesicles; (d–f): the inhibition of tracer uptake by unlabeled fluciclovine in (d) P-gp-; (e) BCRP-; and (f) MRP4-expressing inside-out vesicles. Each data point represents the mean ± SD (n = 3–6). “ES” and “E2G” indicate “[3H]estrone-3-sulfate” and “[3H]estradiol-17β-d-glucuronide”, respectively.
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Table 1. Km and IC50 values of fluciclovine for specific drug transporters.







	
Transporters

	
Km (mM)

	
IC50 (mM)






	
Efflux Transporters

	

	




	
P-gp

	
N.D.

	
2.95 ± 2.56




	
BCRP 1

	
1.34 ± 1.45

	
N.D.




	
MRP4 1

	
15.3 ± 44.1

	
9.28 ± 1.90




	
Uptake transporters

	

	




	
OAT1 2

	
258 ± 48.2

	
3.98 ± 1.77




	
OAT3 3

	
N.D.

	




	
OCT2 3

	
275 ± 36.6

	
8.95 ± 1.96




	
OATP1B1 4

	
401 ± 41.0

	
5.41 ± 2.49




	
OATP1B3 5

	
238 ± 82.5

	
N.D.








All values represent the mean ± SD (n = 3–6). N.D.: Not determined within the concentration range used in this study. 1 Values at all points were not significant in comparison with those of control vesicles, but Km is shown because these data fit Michaelis–Menten kinetics; 2–5 The calculated Km values (μM) of the mock cells were 258 ± 127 (n = 6), 340 ± 43.1 (n = 3), 349 ± 40.0 (n = 3), and 340 ± 161 (n = 6). P-gp: P-glycoprotein; BCRP: breast cancer resistance protein; MRP4: multidrug resistance-associated protein 4; OAT1: organic anion transporter 1; OAT3: organic anion transporter 3; OCT2: organic cation transporter 2; OATP1B1: organic anion transporting polypeptide 1B1; OATP1B3: organic anion transporting polypeptide 1B3.








Next, the inhibitory effect of fluciclovine on ABC transporters was also determined using ABC-transporter-expressing vesicles. As shown in Figure 4d–f and Table 1, fluciclovine at millimolar concentrations inhibited P-gp and MRP4, but not BCRP (Figure 4d–f and Table 1). The ABC transporter-mediated transport of specific substrates in the absence of inhibitors was 0.739, 0.523, and 159 pmol/mg protein/min for P-gp, BCRP, and MRP4, respectively.




2.5. [14C]Fluciclovine Transport via Solute Carrier (SLC) Transporters and the Inhibition of SLC Transporters by Fluciclovine


Figure 5 shows [14C]fluciclovine uptake by SLC drug transporter-expressing cell lines. The intracellular uptake of [14C]fluciclovine by mock cells was almost equal to that of OATP1B3-expressing cells, and was higher than that of OAT1-, OAT3-, OCT2-, and OATP1B1-expressing cells (Figure 5a–d). Therefore, the drug transporter-mediated [14C]fluciclovine uptake appeared to be negligible. Moreover, [14C]fluciclovine uptake in all cells showed Michaelis-Menten kinetics (see Table 1 for the Km values). Similarly, the inhibition of SLC transporters by fluciclovine was assessed using SLC transporter-expressing cell lines. As shown in Figure 5e–i and Table 1, the inhibition by fluciclovine at millimolar concentrations was observed in OAT1, OCT2, and OATP1B1 cells, but not in OAT3 and OATP1B3 cells (Figure 5e–i). The transporter-mediated uptake using specific substrates in the absence of inhibitors was 38.5, 6.38, 93.5, 3.37, and 0.570 pmol/mg protein/min for OAT1, OAT3, OCT2, OATP1B1, and OATP1B3, respectively.


Figure 5. (a–d): The concentration dependency of the [14C]fluciclovine uptake in (a) organic anion transporter 1 (OAT1)- (b) organic anion transporter 3 (OAT3)-/ organic cation transporter 2 (OCT2)- (c) organic anion transporting polypeptide 1B1 (OATP1B1)- and (d) organic anion transporting polypeptide 1B3 (OATP1B3)-expressing cells; (e–i): the inhibition of tracer uptake by unlabeled fluciclovine in (e) OAT1-; (f) OAT3-; (g) OCT2-; (h) OATP1B1-; and (i) OATP1B3-expressing cells. Each data point represents the mean ± SD (n = 3–6); * p < 0.05. “PAH”, “ES”, “Metformine” and “E2G” indicate “p-[14C]aminohippurate”, “[3H]estrone-3-sulfate”, “[14C]metformin”, and “[3H]estradiol-17β-d-glucuronide”, respectively.
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3. Discussion


We conducted a series of studies to assess the involvement of AATs and drug transporters in the distribution of [14C]fluciclovine in vitro, thereby specifically focusing on renal reuptake. The apical-to-basal transport of [14C]fluciclovine in the LLC-PK1 monolayer model was inhibited by Thr, a substrate representative for system ASC AATs [9,12]. Furthermore, control vesicles/cells and ABC/SLC drug transporter-expressing vesicles/cells showed no significant differences in drug transporter-mediated [14C]fluciclovine uptake. Fluciclovine at millimolar concentrations inhibited the uptake of specific substrates by some of the drug transporters tested. Our study suggests that the slow urinary excretion of [18F]fluciclovine is partly mediated by system ASC AATs, which serve as high-affinity transporters for [18F]fluciclovine uptake/efflux, but that the contribution of drug transporters to [18F]fluciclovine distribution is negligible compared to that of AATs.



LLC-PK1 cells acquire cell polarity similar to that of renal proximal tubule cells during monolayer cultivation [21,22]. Regarding the localization of AATs that mediate [18F]fluciclovine uptake, ASCT2 (a subtype of system ASC AATs) is localized in the apical membrane of the renal proximal tubule cells [23], and SNAT2 (a subtype of system A AATs) is ubiquitously expressed, including in the kidneys [12,24]. The system L AAT LAT1 is localized both in the apical and basolateral membrane, but its basolateral expression is higher in LLC-PK1 cells [22]. As shown in Figure 3, the contribution of SNAT2 and LAT1 to [14C]fluciclovine uptake, which was calculated from the inhibition by MeAIB and BCH, was low at the apical side. These results reveal that system ASC AATs, including ASCT2, at the apical side are the main transporters mediating [14C]fluciclovine reuptake by renal proximal tubules. Furthermore, system L in the basolateral membrane may be involved in [14C]fluciclovine transport from the renal proximal tubule cells to the blood [22].



System A and ASC AATs recognize l-alanine as a substrate, but its permeation is significantly lower than that of [14C]fluciclovine in the LLC-PK1 monolayer model (Figure 2a). If the activity of SNAT2 at the apical side is low as described above, the influx and backflux of fluciclovine may be mediated via system ASC AATs because system ASC AATs function as exchangers [12]. In contrast, l-leucine is one of the substrates of system L AATs, and its permeability profile is similar to that of [14C]fluciclovine (Figure 2a). If the involvement of system L is low at the apical side, other AATs present at the apical side (e.g., system B, may be involved in the reabsorption of l-Leu [23]). LLC-PK1 cells are derived from pig kidney; thus, another possibility is that the localization and/or the affinity of amino acids for AATs may be different in other species.



We have previously reported that p-aminohippurate (PAH), a substrate for OAT1/3, slightly (approximately 5%) inhibited [18F]fluciclovine uptake [8], suggesting that [18F]fluciclovine might be anionic at physiological pH and thus might be recognized by anion transporters such as MRP4, OAT1, OAT3, OATP1B1, and OATP1B3 [14]. As shown in Figure 4 and Figure 5 and Table 1, the uptake profiles of [14C]fluciclovine fit the Michaelis-Menten kinetics for some drug transporters. Nevertheless, in the present study, there was no significant difference in the [14C]fluciclovine uptake between control vesicles/cells and vesicles/cells expressing MRP4, OAT1, OAT3, OATP1B1, or OATP1B3. These observations suggest that AATs, but not drug transporters, are high-affinity transporters involved in [18F]fluciclovine uptake, because our previous in vitro study showed that a substrate of system L AATs inhibited [18F]fluciclovine uptake to a higher degree than that observed for PAH [8].



As shown in Figure 4b, we observed a difference, although nonsignificant, in [14C]fluciclovine uptake by control and BCRP vesicles, suggesting that BCRP might be somewhat involved in [14C]fluciclovine transport. BCRP is an efflux transporter that has an important role in drug disposition and distribution, and prevents drugs from penetrating not only the brain and intestines but also tumors, and is also involved in biliary and renal excretion of drugs [14]. Consequently, if the observed difference mentioned above is physiologically relevant, BCRP may play a role in the excretion of [18F]fluciclovine from the liver, kidneys, and other organs. In cancer patients, our tracer is not expected to affect the distribution of BCRP-mediated anticancer drugs such as mitoxantrone [25], because here we show that fluciclovine does not inhibit the transport of the BCRP-specific substrate [3H]estrone-3-sulfate (ES, Figure 4e and Table 1).



Clinical trials have shown that [18F]fluciclovine accumulates in the liver, is excreted slowly in the urine, and provides high tumor-to-normal contrast in cerebral PET imaging because the distribution of [18F]fluciclovine to the brain under physiological conditions is restricted [6,26,27]. The major organs targeted by [18F]fluciclovine are the liver, kidneys, and brain (the latter via BBB transport) as they express system A (SNAT2), ASC (ASCT2), and L (LAT1) AATs as well as drug transporters [12,14]. However, O’Kane et al. [28] reported that the concentrations of neutral amino acids in the extracellular cerebral fluid are maintained at <10% of those in the plasma by the action of AATs at the BBB. Thus, [18F]fluciclovine accumulation in the brain is likely restricted because of neutral amino acid efflux via AATs at the BBB. [11C]Methionine, an amino acid PET tracer used in tumor detection, has some properties similar to those of [18F]fluciclovine: (1) [11C]methionine is transported via AATs [10]; (2) [11C]methionine accumulates readily in the liver, moderately in the kidney, but accumulates little in the brain [29]; and (3) [11C]methionine accumulation is not affected by P-gp expression [30]. Considering the similarity in the distribution mechanisms underlying [18F]fluciclovine and [11C]methionine, the present study suggests that, in contrast to that for most therapeutic drugs [31], AATs are the primary contributors to the hepatic, renal, and cerebral biodistribution of [18F]fluciclovine.



As shown in Figure 4 and Figure 5 and Table 1, millimolar concentrations of fluciclovine inhibited some of the transporters tested. OAT3-mediated ES uptake increased in the presence of 10 mM fluciclovine, which is in contrast to what was observed for the other transporters tested. A potential explanation for this finding is that the indirect effects, such as a change in the intracellular dicarboxylate concentration, may affect ES uptake because OAT3 functions as an exchanger that exchanges its extracellular substrate and intracellular dicarboxydrate [12]. In contrast, fluciclovine competes directly with the uptake of ES. However, it is unlikely that such inhibition/stimulation will occur clinically because only a small amount of tracer (in the picomolar or nanomolar range) is commonly administered in PET imaging [32]. This, and the fact that [18F]fluciclovine is distributed throughout the entire body, prevent the [18F]fluciclovine plasma concentration from reaching levels required for inhibition. Therefore, the initial administration of [18F]fluciclovine to patients with brain or prostate cancer during PET procedures [2,3] is unlikely to cause drug transporter-mediated drug–drug interactions if generally accepted initial dosages for PET imaging are used.



The glucose analog [18F]FDG is a PET tracer that is widely used for cancer diagnosis and, similar to [18F]fluciclovine, is not a P-gp substrate [33]. However, treatment guidelines recommend more than four hours of fasting before conducting [18F]FDG-PET imaging to avoid drug-food interactions, because high blood glucose levels caused by food ingestion directly affect the tumor-to-normal contrast [4]. In the case of amino acid-derived PET tracers, there is some controversy whether or not short-term fasting is needed to enhance contrast by reducing the plasma amino acid concentration prior to administration of amino acid PET tracers [34,35]. For example, clinical trials of [18F]fluciclovine in Japan were conducted with fasted volunteers/patients [2,3,6]. Furthermore, high-protein meals increase plasma levels of free amino acids, including those of branched-chain amino acids [36], which compete for AAT-mediated [18F]fluciclovine uptake [9,10]. The present in vitro study indicates that drug transporters are not as crucial for [18F]fluciclovine biodistribution as AATs are. Based on treatment guidelines and our present study outcomes, the relationship between food intake and imaging contrast in [18F]fluciclovine-PET may warrant evaluation in future studies, because AATs are the predominant transporters involved in the [18F]fluciclovine biodistribution.




4. Materials and Methods


4.1. Reagents and Radioisotope-Labeled Tracers


All reagents were purchased from commercial suppliers (Wako Pure Chemical Industries, Osaka, Japan; Sigma-Aldrich, Japan, Tokyo, Japan; and Nacalai Tesque, Kyoto, Japan) unless indicated otherwise.



In all experiments, 3H- or 14C-labeled tracers were used because their long half-lives (12.3 and 5700 years, respectively) make them more suitable for in vitro experiments than 18F (110 min). trans-1-Amino-3-fluoro[1-14C]cyclobutanecarboxylic acid ([14C]fluciclovine, 2.09 GBq/mmol) was synthesized [9] by Nemoto Science (Tokyo, Japan). l-[14C]alanine (5.9 GBq/mmol, for system A and ASC AATs); l-[14C]leucine (12.0 GBq/mmol, for system L AATs); d-[1-3H(N)]mannitol (455.1 GBq/mmol, for the evaluation of paracellular transport on LLC-PK1 monolayer experiment); [3H]digoxin (1104 GBq/mmol, for P-gp); [3H]estrone-3-sulfate ([3H]ES; 1655 GBq/mmol, for BCRP and OAT3); and p-[14C]aminohippurate ([14C]PAH; 2.04 GBq/mmol, for OAT1) were purchased from PerkinElmer (Waltham, MA, USA). [3H]estradiol-17β-d-glucuronide ([3H]E2G; 1269 GBq/mmol, for MRP4, OATP1B1, and OATP1B3) and [14C]metformin (3.7 GBq/mmol, for OCT2) were purchased from American Radiolabeled Chemicals (St. Louis, MO, USA).




4.2. Monolayer Establishment Using LLC-PK1 Cells


The LLC-PK1 cell line was purchased from DS Pharma Biomedical (Osaka, Japan). Cells were maintained in Dulbecco’s modified Eagle’s medium (DMEM; Life Technologies Japan, Tokyo, Japan) supplemented with 10% (v/v) fetal bovine serum (American Type Culture Collection, Manassas, VA, USA) and antibiotics (100 U/mL penicillin and 100 μg/mL streptomycin (Life Technologies Japan)). Cells were cultured at 37 °C under an atmosphere containing 5% CO2 before the start of the experiments.



Cells were seeded at a density of 1.5 × 106 cells/0.25 mL on the membrane of cell culture inserts fitting 24-well plates (upper compartment, apical side; Becton Dickinson, Franklin Lakes, NJ, USA). Flat-bottom 24-well tissue culture plates (Becton Dickinson) containing 0.95 mL of culture medium per well were used as the basolateral side (bottom compartment).



LLC-PK1 monolayer formation was monitored by the measurement of TER using an EVOM-2 and Endohm24 (World Precision Instruments, Inc., Sarasota, FL, USA) according to the manufacturer’s protocol. After cultivation for 4–5 days, the monolayers with a TER value of >250 Ω·cm2 were used for the experiment as described in Section 4.3 and Section 4.4. [3H]Mannitol transport was measured as described in Section 4.3 for the validation of tight junction formation because mannitol passes through the cell monolayers via the paracellular route.




4.3. Apical-to-Basal Transport Using LLC-PK1 Monolayers


Experimental procedures were performed as described previously [37] with minor modifications. After cultivation as described above, the culture media in both compartments were replaced with Na+ buffer (137 mM NaCl, 2.7 mM KCl, 8 mM Na2HPO4, 1.5 mM KH2PO4, 5.6 mM d-glucose, 0.9 mM CaCl2, and 0.5 mM MgCl2; pH 7.4 at 37 °C), and the cells were preincubated for 10 min at 37 °C under normal air conditions. After the buffer was removed from each compartment, the permeability experiments were started with the addition of 0.25 mL of Na+ buffer containing radiolabeled tracers (final concentration: 81 nM for [3H]mannitol and 10 μM for the 14C-labeled amino acid tracers) in each upper compartment, and 0.95 mL of Na+ buffer in each bottom compartment. The inserts were placed into new 24-well culture plates containing 0.95 mL/well of Na+ buffer after 5, 15, 30, 60, and 90 min of incubation. Subsequently, the cells were incubated up to 120 min at 37 °C under normal air conditions.



The apical-to-basal permeability was measured by sampling an aliquot of the buffer from the upper and bottom compartment at the indicated times. To evaluate intracellular accumulation, the cells were lysed in 0.5 mL of 0.1N NaOH at room temperature following rapid washing of the cells with ice-cold Na+ buffer. The radioactivity of each aliquot was measured with an LSC6000SC (Beckman Coulter, Inc., Brea, CA, USA) or Tri-Carb 2910TR liquid scintillation counter (PerkinElmer) using Ultima Gold (PerkinElmer).




4.4. Inhibition Study Using the LLC-PK1 Monolayer Model


After having developed the LLC-PK1 monolayer model as described in Section 4.2, an apical-to-basal transport study was conducted in Na+ buffer (a condition in which all AATs were active) or Na+-free buffer (NaCl was replaced with an equivalent concentration of choline chloride, ensuring that only Na+-independent AATs were active) containing 10 μM [14C]fluciclovine for 120 min at 37 °C under normal air conditions in the presence or absence of 1 mM of the inhibitors. Natural and synthetic amino acids were used as inhibitors [9]: MeAIB (2-(methylamino)-isobutyric acid, for system A in the presence of Na+); Thr (l-threonine, for system ASC in the presence of Na+); and BCH (2-aminobicyclo[2,2,1]heptane-2-carboxylic acid, for system L in the absence of Na+). The apical-to-basal permeability of [14C]fluciclovine in Na+ buffer without inhibitors was normalized to 100%, and the inhibition of [14C]fluciclovine permeation by the natural and synthetic amino acids was calculated as a percentage of the control in Na+ buffer.




4.5. Uptake and Inhibitory Assay Using ABC Transporter-Expressing Vesicles


For ABC transporters, experimental kits containing Sf9-derived vesicles with high expression levels of human P-gp, MRP4, BCRP, and each ABC transporter (including buffer, ATP/AMP solution, and glutathione) were purchased from GenoMembrane Co., Ltd. (Kanagawa, Japan).



Vesicular transport assays were carried out according to the manufacturer’s protocol. The reaction buffer (50 mM MOPS-Tris, 70 mM KCl, and 7.5 mM MgCl2; pH 7.0) contained 4 mM ATP or AMP, unlabeled and labeled fluciclovine, and 2 mM glutathione (only for MRP4). The reaction was started by suspending 50 μg of vesicles (10 μL) in 40 μL of the reaction buffer. After incubation for an appropriate period of time, the reaction was stopped by the addition of ice-cold stop buffer (40 mM MOPS-Tris and 70 mM KCl; pH 7.0), after which the solution was filtered through a 0.45 μm HA filter (Millipore Corp., Billerica, MA, USA) using suction, and was washed twice in 5 mL of ice-cold stop buffer. The radioactivity of the filter was measured with a Tri-Carb 2910TR liquid scintillation counter (PerkinElmer) using Ultima Gold (PerkinElmer). The amount of tracer uptake was normalized to the membrane protein amount described in the product information sheets.



The inhibitory study was performed as described above using appropriate tracers (digoxin: 1 μM, ES: 0.1 μM, or E2G: 10 μM; as described in “4.1 Reagents and radioisotope-labeled tracers”) in the presence of 100 μM–12.5 mM of unlabeled fluciclovine. The tracer uptake amount in the absence of fluciclovine was set as 100%.




4.6. Uptake and Inhibitory Assay Using SLC Transporter-Expressing Cells


For the SLC transporter experiments, Mock Flp-in-293 cells (Flp/mock), OAT1-expressing Flp-in-293 cells (Flp/OAT1) [38], mock HEK293 cells (HEK/mock), and OATP1B3-expressing HEK293 cells (HEK/OATP1B3) [39] were obtained from Kanazawa University (Ishikawa, Japan). Briefly, Flp-in-293 and HEK293 cells were transfected with the appropriate plasmid DNA and selected using antibiotics (hygromycin or G-418). All cell lines were cultured in DMEM (Life Technologies Japan) supplemented with 10% (v/v) fetal bovine serum (American Type Culture Collection) and antibiotics (100 U/mL penicillin and 100 μg/mL streptomycin (Life Technologies Japan) for mock cells, 0.2 mg/mL hygromycin for Flp/OAT1 cells, and 1.2 mg/mL G-418 (Roche Diagnostics K.K., Tokyo, Japan) for HEK/OATP1B3 cells) at 37 °C under an atmosphere containing 5% CO2. For the OAT3 and OCT2 experiments, mock HEK293 cells (HEK/mock), OAT3-expressing HEK293 cells (HEK/OAT3), and OCT2-expressing HEK293 cells (HEK/OCT2) were purchased in culture plates from GenoMembrane, Co., Ltd.. For the OATP1B1 experiments, mock HEK293 cells (HEK/mock) and OATP1B1-expressing HEK293 cells (HEK/OATP1B1) were purchased in vials from GenoMembrane, Co., Ltd. All cells were cultured according to the manufacturer’s protocol, and were maintained at 37 °C under an atmosphere containing 5% CO2 before the experiments.



The experiments were performed as described previously [39], with minor modifications. Cells provided by Kanazawa University were seeded at a density of 5 × 104 cells per well in poly-d-lysine-coated 24-well flat-bottom tissue culture plates (Becton Dickinson). After 3 days of cultivation, the cells were washed twice with Hank’s balanced salt solution containing Ca2+ and Mg2+ (HBSS; Life Technologies Japan), after which they were incubated with 0.3 mL of HBSS containing unlabeled and labeled fluciclovine for 5 min at 37 °C under normal air conditions. Tracer uptake was terminated by removing the tracer solution and rapidly washing the cells twice with ice-cold HBSS. The cells were lysed in 0.3 mL of 0.1N NaOH at room temperature, after which the radioactivity of each aliquot was measured as described above. The protein concentration of the cell lysate was determined with a VersaMax microplate reader (Molecular Devices Japan K.K., Osaka, Japan) or SpectraMax i3x (Molecular Devices Japan K.K.; only for OATP1B1) using a BCA Protein Assay Kit (Thermo Fisher Scientific, Kanagawa, Japan). Tracer uptake was expressed as pmol/mg protein. For the cells purchased from GenoMembrane Co., Ltd., the experiments were carried out as described above after cultivation according to the manufacturer’s protocol.



The inhibitory study was performed as described above using appropriate tracers (PAH: 1 μM, ES: 1 μM, metformin: 10 μM, or E2G: 0.1 μM; as described in “4.1 Reagents and radioisotope-labeled tracers”) in the presence of 100 μM–10 mM unlabeled fluciclovine. The tracer uptake amount in the absence of fluciclovine was set as 100%.




4.7. Data and Statistical Analysis


All data are presented as the mean ± standard deviation (SD), and are rounded off to three significant figures. Km and IC50 values were calculated using GraphPad Prism 5.0 (GraphPad Software, Inc., La Jolla, CA, USA). Statistical analyses were carried out in the SAS software (version 5.0; SAS Institute Japan, Tokyo, Japan) using two-tailed unpaired t-tests or Tukey’s multiple comparison tests. The threshold for significance was p < 0.05.





5. Conclusions


We show that [18F]fluciclovine is recognized as a drug transporter inhibitor with millimolar affinity to the tested drug transporters in vitro, suggesting that slow urinary excretion of [18F]fluciclovine is mediated in part by system ASC AATs, but not by drug transporters.







Acknowledgments


The authors express their appreciation to Sachiko Naito (Nihon Medi-Physics Co., Ltd.) for performing the cell culture, as well as to Soichi Nakamura (Nihon Medi-Physics Co., Ltd.) for providing unlabeled fluciclovine. The authors also thank Ikumi Tamai and Takeo Nakanishi (Kanazawa University) for providing drug transporter-expressing cell lines. The authors thank Kodai Nishi (Nagasaki University) for helpful discussions.




Author Contributions


Masahiro Ono, Atsumi Baden, Hiroyuki Okudaira, and Shuntaro Oka conceived and designed the experiments; Masahiro Ono and Atsumi Baden performed the experiments; Masahiro Ono and Atsumi Baden analyzed the data; Hiroyuki Okudaira, Masato Kobayashi, Keiichi Kawai, Shuntaro Oka, and Hirokatsu Yoshimura provided reagents/materials/analysis tools; Masahiro Ono, Atsumi Baden, and Shuntaro Oka wrote the manuscript draft; all authors discussed the acquired data and contributed to the revision of the manuscript.




Conflicts of Interest


Masahiro Ono, Atsumi Baden, Hiroyuki Okudaira, Shuntaro Oka, and Hirokatsu Yoshimura are employees of Nihon Medi-Physics Co., Ltd. Keiichi Kawai had research collaborations with Nihon Medi-Physics Co., Ltd. until March 2016. Masato Kobayashi has no conflict of interest to declare.




References


	1. 
The US Food and Drug Administration. Drug Trails Snapshots: Axumin. Available online: http://www.fda.gov/drugs/informationondrugs/ucm505750.htm (accessed on 13 September 2016).

	2. 
Kondo, A.; Ishii, H.; Aoki, S.; Suzuki, M.; Nagasawa, H.; Kubota, K.; Minamimoto, R.; Arakawa, A.; Tominaga, M.; Arai, H. Phase IIa clinical study of [18F]fluciclovine: Efficacy and safety of a new PET tracer for brain tumors. Ann. Nucl. Med. 2016, 1–11. [Google Scholar] [CrossRef] [PubMed]

	3. 
Suzuki, H.; Inoue, Y.; Fujimoto, H.; Yonese, J.; Tanabe, K.; Fukasawa, S.; Inoue, T.; Saito, S.; Ueno, M.; Otaka, A. Diagnostic performance and safety of NMK36 (trans-1-amino-3-[18F]fluorocyclobutanecarboxylic acid)-PET/CT in primary prostate cancer: Multicenter Phase IIb clinical trial. Jpn. J. Clin. Oncol. 2016, 46, 152–162. [Google Scholar] [CrossRef] [PubMed]

	4. 
Boellaard, R.; Delgado-Bolton, R.; Oyen, W.J.; Giammarile, F.; Tatsch, K.; Eschner, W.; Verzijlbergen, F.J.; Barrington, S.F.; Pike, L.C.; Weber, W.A.; et al. European Association of Nuclear Medicine. FDG PET/CT: EANM procedure guidelines for tumour imaging: Version 2.0. Eur. J. Nucl. Med. Mol. Imaging 2015, 42, 328–354. [Google Scholar] [CrossRef] [PubMed]

	5. 
Pauleit, D.; Floeth, F.; Herzog, H.; Hamacher, K.; Tellmann, L.; Müller, H.W.; Coenen, H.H.; Langen, K.J. Whole-body distribution and dosimetry of O-(2-[18F]fluoroethyl)-l-tyrosine. Eur. J. Nucl. Med. Mol. Imaging 2003, 30, 519–524. [Google Scholar] [CrossRef] [PubMed]

	6. 
Asano, Y.; Inoue, Y.; Ikeda, Y.; Kikuchi, K.; Hara, T.; Taguchi, C.; Tokushige, T.; Maruo, H.; Takeda, T.; Nakamura, T.; et al. Phase I clinical study of NMK36: A new PET tracer with the synthetic amino acid analogue anti-[18F]FACBC. Ann. Nucl. Med. 2011, 25, 414–418. [Google Scholar] [CrossRef] [PubMed]

	7. 
Schuster, D.M.; Nanni, C.; Fanti, S.; Oka, S.; Okudaira, H.; Inoue, Y.; Sorensen, J.; Owenius, R.; Choyke, P.; Turkbey, B.; et al. Anti-1-amino-3-[18F]-fluorocyclobutane-1-carboxylic acid: Physiologic uptake patterns, incidental findings, and variants that may simulate disease. J. Nucl. Med. 2014, 55, 1986–1992. [Google Scholar] [CrossRef] [PubMed]

	8. 
Okudaira, H.; Shikano, N.; Nishii, R.; Miyagi, T.; Yoshimoto, M.; Kobayashi, M.; Ohe, K.; Nakanishi, T.; Tamai, I.; Namiki, M.; et al. Putative transport mechanism and intracellular fate of trans-1-amino-3-[18F]-fluorocyclobutanecarboxylic acid in human prostate cancer. J. Nucl. Med. 2011, 52, 822–829. [Google Scholar] [CrossRef] [PubMed]

	9. 
Oka, S.; Okudaira, H.; Yoshida, Y.; Schuster, D.M.; Goodman, M.M.; Shirakami, Y. Transport mechanisms of trans-1-amino-3-fluoro[1-14C]cyclobutanecarboxylic acid in prostate cancer cells. Nucl. Med. Biol. 2012, 39, 109–119. [Google Scholar] [CrossRef] [PubMed]

	10. 
Ono, M.; Oka, S.; Okudaira, H.; Schuster, D.M.; Goodman, M.M.; Kawai, K.; Shirakami, Y. Comparative evaluation of transport mechanisms of trans-1-amino-3-[18F]fluorocyclobutanecarboxylic acid and l-[methyl-11C]methionine in human glioma cell lines. Brain Res. 2013, 1535, 24–37. [Google Scholar] [CrossRef] [PubMed]

	11. 
Okudaira, H.; Nakanishi, T.; Oka, S.; Kobayashi, M.; Tamagami, H.; Schuster, D.M.; Goodman, M.M.; Shirakami, Y.; Tamai, I.; Kawai, K. Kinetic analyses of trans-1-amino-3-[18F]fluorocyclobutanecarboxylic acid transport in Xenopus laevis oocytes expressing human ASCT2 and SNAT2. Nucl. Med. Biol. 2013, 40, 670–675. [Google Scholar] [CrossRef] [PubMed]

	12. 
BioParadigms. SLC Tables. Available online: http://slc.bioparadigms.org/ (accessed on 13 September 2016).

	13. 
Fuchs, B.C.; Bode, B.P. Amino acid transporters ASCT2 and LAT1 in cancer: Partners in crime? Semin. Cancer Biol. 2005, 15, 254–266. [Google Scholar] [CrossRef] [PubMed]

	14. 
Giacomini, K.M.; Huang, S.M.; Tweedie, D.J.; Benet, L.Z.; Brouwer, K.L.; Chu, X.; Dahlin, A.; Evers, R.; Fischer, V.; Hillgren, K.M.; et al. Membrane transporters in drug development. Nat. Rev. Drug Discov. 2010, 9, 215–236. [Google Scholar] [CrossRef] [PubMed]

	15. 
Uchino, H.; Kanai, Y.; Kim, D.K.; Wempe, M.F.; Chairoungdua, A.; Morimoto, E.; Anders, M.W.; Endou, H. Transport of amino acid-related compounds mediated by l-type amino acid transporter 1 (LAT1): Insights into the mechanisms of substrate recognition. Mol. Pharmacol. 2002, 61, 729–737. [Google Scholar] [CrossRef] [PubMed]

	16. 
Dickens, D.; Webb, S.D.; Antonyuk, S.; Giannoudis, A.; Owen, A.; Radisch, S.; Hasnain, S.S.; Pirmohamed, M. Transport of gabapentin by LAT1 (SLC7A5). Biochem. Pharmacol. 2013, 85, 1672–1683. [Google Scholar] [CrossRef] [PubMed]

	17. 
Kuhne, A.; Tzvetkov, M.V.; Hagos, Y.; Lage, H.; Burckhardt, G.; Brockmoller, J. Influx and efflux transport as determinants of melphalan cytotoxicity: Resistance to melphalan in MDR1 overexpressing tumor cell lines. Biochem. Pharmacol. 2009, 78, 45–53. [Google Scholar] [CrossRef] [PubMed]

	18. 
Urban, T.J.; Brown, C.; Castro, R.A.; Shah, N.; Mercer, R.; Huang, Y.; Brett, C.M.; Burchard, E.G.; Giacomini, K.M. Effects of genetic variation in the novel organic cation transporter, OCTN1, on the renal clearance of gabapentin. Clin. Pharmacol. Ther. 2008, 83, 416–421. [Google Scholar] [CrossRef] [PubMed]

	19. 
Bader, P.; Schilling, F.; Schlaud, M.; Girgert, R.; Handgretinger, R.; Klingebiel, T.; Treuner, J.; Liu, C.; Niethammer, D.; Beck, J.F. Expression analysis of multidrug resistance associated genes in neuroblastomas. Oncol. Rep. 1999, 6, 1143–1146. [Google Scholar] [CrossRef] [PubMed]

	20. 
Giesing, M.; Driesel, G.; Molitor, D.; Suchy, B. Molecular phenotyping of circulating tumour cells in patients with prostate cancer: Prediction of distant metastases. BJU Int. 2012, 110, E1202–E1211. [Google Scholar] [CrossRef] [PubMed]

	21. 
LeVier, D.G.; McCoy, D.E.; Spielman, W.S. Functional localization of adenosine receptor-mediated pathways in the LLC-PK1 renal cell line. Am. J. Physiol. 1992, 263, C729–C735. [Google Scholar] [PubMed]

	22. 
Soares-da-Silva, P.; Serrão, P.; Fraga, S.; Pinho, M.J. Expression and function of LAT1, a neutral amino acid exchanger, in renal porcine epithelial cell line LLC-PK. Acta Physiol. Scand. 2005, 185, 71–78. [Google Scholar] [CrossRef] [PubMed]

	23. 
Bröer, S. Amino acid transport across mammalian intestinal and renal epithelia. Physiol. Rev. 2008, 88, 249–286. [Google Scholar] [CrossRef] [PubMed]

	24. 
The Human Protein Atlas Project. The Human Protein Atlas: SLC38A2. Available online: http://www.proteinatlas.org/ENSG00000134294-SLC38A2/tissue (accessed on 13 September 2016).

	25. 
Suvannasankha, A.; Minderman, H.; O’Loughlin, K.L.; Nakanishi, T.; Ford, L.A.; Greco, W.R.; Wetzler, M.; Ross, D.D.; Baer, M.R. Breast cancer resistance protein (BCRP/MXR/ABCG2) in adult acute lymphoblastic leukaemia: Frequent expression and possible correlation with shorter disease-free survival. Br. J. Haematol. 2004, 127, 392–398. [Google Scholar] [CrossRef] [PubMed]

	26. 
Nye, J.A.; Schuster, D.M.; Yu, W.; Camp, V.M.; Goodman, M.M.; Votaw, J.R. Biodistribution and radiation dosimetry of the synthetic nonmetabolized amino acid analogue anti-[18F]-FACBC in humans. J. Nucl. Med. 2007, 48, 1017–1020. [Google Scholar] [CrossRef] [PubMed]

	27. 
Akhurst, T.; Beattie, B.; Gogiberidze, G.; Montiel, J.; Cai, S.; Lassman, A.; Schoder, H.; Pillarsetty, N.; Goodman, M.; Blasberg, R. [18F]FACBC Imaging of recurrent gliomas: A comparison with [11C]methionine and MRI. J. Nucl. Med. 2006, 47, 79. [Google Scholar]

	28. 
O'Kane, R.L.; Vina, J.R.; Simpson, I.; Hawkins, R.A. Na+-dependent neutral amino acid transporters A, ASC, and N of the blood-brain barrier: Mechanisms for neutral amino acid removal. Am. J. Physiol. Endocrinol. Metab. 2004, 287, E622–E629. [Google Scholar] [CrossRef] [PubMed]

	29. 
Harris, S.M.; Davis, J.C.; Snyder, S.E.; Butch, E.R.; Vavere, A.L.; Kocak, M.; Shulkin, B.L. Evaluation of the biodistribution of [11C]-methionine in children and young adults. J. Nucl. Med. 2013, 54, 1902–1908. [Google Scholar] [CrossRef] [PubMed]

	30. 
Trencsenyi, G.; Marian, T.; Lajtos, I.; Krasznai, Z.; Balkay, L.; Emri, M.; Mikecz, P.; Goda, K.; Szaloki, G.; Juhasz, I.; et al. [18F]DG, [18F]FLT, [18F]FAZA, and [11C]-methionine are suitable tracers for the diagnosis and in vivo follow-up of the efficacy of chemotherapy by miniPET in both multidrug resistant and sensitive human gynecologic tumor xenografts. BioMed Res. Int. 2014, 2014, 787365. [Google Scholar] [CrossRef] [PubMed]

	31. 
Zhang, L.; Zhang, Y.; Huang, S.M. Scientific and regulatory perspectives on metabolizing enzyme-transporter interplay and its role in drug interactions: Challenges in predicting drug interactions. Mol. Pharm. 2009, 6, 1766–1774. [Google Scholar] [CrossRef] [PubMed]

	32. 
Stout, D.B. Chapter 2 Imaging in Drug Development: Animal models, handling and physiological constraints. In Pharmaco-Imaging in Drug and Biologics Development Fundamentals and Applications; Moyer, B.R., Cheruvu, N.P.S., Hu, T., Eds.; Springer: New York, NY, USA, 2014; pp. 45–62. [Google Scholar]

	33. 
Tournier, N.; Saba, W.; Goutal, S.; Gervais, P.; Valette, H.; Scherrmann, J.M.; Bottlaender, M.; Cisternino, S. Influence of P-Glycoprotein inhibition or deficiency at the blood-brain barrier on [18F]-2-fluoro-2-deoxy-d-glucose ([18F]-FDG) Brain Kinetics. AAPS J. 2015, 17, 652–659. [Google Scholar] [CrossRef] [PubMed]

	34. 
Isohashi, K.; Shimosegawa, E.; Kato, H.; Kanai, Y.; Naka, S.; Fujino, K.; Watabe, H.; Hatazawa, J. Optimization of [11C]methionine PET study: Appropriate scan timing and effect of plasma amino acid concentrations on the SUV. EJNMMI Res. 2013, 3, 27. [Google Scholar] [CrossRef] [PubMed]

	35. 
Ito, H.; Hatazawa, J.; Murakami, M.; Miura, S.; Iida, H.; Bloomfield, P.M.; Kanno, I.; Fukuda, H.; Uemura, K. Aging effect on neutral amino acid transport at the blood-brain barrier measured with l-[2-18F]-fluorophenylalanine and PET. J. Nucl. Med. 1995, 36, 1232–1237. [Google Scholar] [PubMed]

	36. 
Nishioka, M.; Imaizumi, A.; Ando, T.; Tochikubo, O. The overnight effect of dietary energy balance on postprandial plasma free amino acid (PFAA) profiles in Japanese adult men. PLoS ONE 2013, 8, e6292913. [Google Scholar] [CrossRef] [PubMed]

	37. 
Sasajima, T.; Ono, T.; Shimada, N.; Doi, Y.; Oka, S.; Kanagawa, M.; Baden, A.; Mizoi, K. Trans-1-amino-3-[18F]-fluorocyclobutanecarboxylic acid (anti-[18F]-FACBC) is a feasible alternative to [11C]-methyl-l-methionine and magnetic resonance imaging for monitoring treatment response in gliomas. Nucl. Med. Biol. 2013, 40, 808–815. [Google Scholar] [CrossRef] [PubMed]

	38. 
Nakakariya, M.; Shima, Y.; Shirasaka, Y.; Mitsuoka, K.; Nakanishi, T.; Tamai, I. Organic anion transporter OAT1 is involved in renal handling of citrulline. Am. J. Physiol. Renal Physiol. 2009, 297, F71–F79. [Google Scholar] [CrossRef] [PubMed]

	39. 
Kobayashi, M.; Nakanishi, T.; Nishi, K.; Higaki, Y.; Okudaira, H.; Ono, M.; Tsujiuchi, T.; Mizutani, A.; Nishii, R.; Tamai, I.; et al. Transport mechanisms of hepatic uptake and bile excretion in clinical hepatobiliary scintigraphy with 99mTc-N-pyridoxyl-5-methyltryptophan. Nucl. Med. Biol. 2014, 41, 338–342. [Google Scholar] [CrossRef] [PubMed]



















© 2016 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article distributed under the terms and conditions of the Creative Commons Attribution (CC-BY) license (http://creativecommons.org/licenses/by/4.0/).







nav.xhtml


  ijms-17-01730


  
    		
      ijms-17-01730
    


  




  





media/file8.jpg
o

(b)

e

oarerer (4

oATH oAT3 10CT2 oATP183
F [ orpiock il B [ovemoss B2 [ oncimex
N e B - R R it R R e
N L i
! i L R g
e e AN R A
H H i
) i, 2o 50
om0 e T _we mo © o o e e wm w
nkione o4 S .., ko o
© o s 9 o M g @ ourpres
et §= S -
i i § i
twml @ 0% Jwg g L0 0w © Zue h}
H i H H 8
i % H % § i
i, S g, ® &,
1 10 01 1 0= o1 1 10 o1 1 10 01 1 10
IPRLL I TR G B





media/file6.jpg
MRP4

)

BCRP

(b)

P-gp
oPap ;
=016

P
b
8

_—

g 8 8 °
8 & 8

(st
Vodsuen wopundop-d1y.
——e——ii0g

a0
o401

—_— R

§ § 8 °
[

Vodsue uopUBdOp-d1Y.

@ conimi
0BCRP

10000

5000
Auciclon ()

5000 10000
fucicloano ()

o

10000

5000

Muciclovine (1)

8=
H °
= S
€ (ones o ooz
—— 2
ot
PR
& on
&
2
—gu
L (oaoopwomnsa
o2
ot
IS o1
e —o—{
—od -
E e

(0100 jo ) over oG

fuciciovine (mM) fluciclovine (mM)

‘uciclovine (M)





media/file1.png
(;wo-U) Y31

insert

o o o o o
o o o o o
wn <r (4B N -
| | | | |

-

-

e

b —

c

< W

m_nw
- o o o o
o 0 (o) <r AN
=

(9sop palajsiuiwpe JO %)
uoneJjsuad |ojuuBW[H,]

7

4

1

only day(s) after seeding






media/file7.png
)
QO
D

ATP-dependent transport

w
o
o
o

2000

1000

(pmol/mg protein/min)

P-gp (b) BCRP
L e control g 23000 [ ST
oP-gp e E °
£ £ ®
I £ £ 2000 |
§ 2
5 P
. 3 3 1000 } -
e ® =010 & § % o
< =0.14
o 2 2 0 L@ 'l (p ] )
0 5000 10000 0 5000 10000

fluciclovine (uM)

(d)

Digoxinuptake (% of control)

fluciclovine (uM)

P-gp (e) BCRP
200 ¢ = 200
; i
3
=
| 2 '
100 | £ 100 § %0
RERN
§ S
0 O W o

1

10 1 10
fluciclovine (mM) fluciclovine (mM)

—~
@)
N

ATP-dependent transport

~~

E2G uptake (% of control)

f)

10000

MRP4
= @ control
€ 3000 F o MRP4
k=
]

S 2000 |
(=)]
£
£ 1000 }
y :
, 28 ]
0 5000
fluciclovine (uM)
MRP4
200
100 %

o)

%o
0 2
1 10

fluciclovine (mM)





media/file9.png
(a) OAT1 (b) OAT3 /0OCT2 (C) OATP1B1 (d) OATP1B3
€200 ¢ €200 ¢ =200 p =200 ¢
£ @ Flp/mock E ;n%gﬁg £ @ HEK/mock £ @ HEK/mock
© 0
< o FIp/OAT1 ;: A HEI/OCT2 2 OHEKIOATP1B1 2 0 HEK/OATP1B3
o é ° ° 8 ©
Q. Q Q. Q.
2100 } a £100 | A 2100 } o) 2100 [ * é ?
= - - -
|8 E o, | e R
: B s B : B :
% 0 Y M M S. 0 M ) % 0 ] M M § 0 2 .
0 500 1000 0 500 1000 0 500 1000 0 500 1000
fluciclovine (uM) fluciclovine (uM) fluciclovine (M) fluciclovine (M)
e h i
( ) OAT1 (f) OAT3 ,Sg OCT2 ( ) OATP1B1 ( ) OATP1B3
~200 ¢ _.200 ¢ 8 200 ¢ ~ 200 200
g g 3 5 g £
s | S 5 S 3
2. Q H o = 2 o =
<100 b @ S 100 & QQ) % 100 Q Q§O =100 § o %o ;’100 Q ﬁ §
: oy 3 g 0o & s
5 5 < S -
z ® £ 9 Q
& 9 a 0 s £ 0 : w9 0P W . ;
1 10 0.1 1 10 = 0.1 1 10 0.1 1 10 0.1 1 10

fluciclovine (mM) fluciclovine (mm) fluciclovine (mM) fluciclovine (mM) fluciclovine (mM)





media/file10.png





media/file5.png
Na*-dependent
transport

|

«

120

-~

(Jaynq +BN Ul |0J3U0D JO %)

i
o - o
o (o 0] (o]

HOg+

|0J3U0D

Iyl+

dIvVeN+

|OJJUOD

ajel uoljeliauad |eseq-0)-|eoldy

Na*-free buffer

Na* buffer





media/file3.png
(b)

(a)

Leu

Ala

[

fluciclovine

wmwmmo
2211

(jowd) junowe Jaoel) [enpisay

300

120

90

Time (min)

60

30

—O—fluciclovine
- Ala
--A--Leu

| | | | 0
o o o o o
o wn o w0
N - -

(jowd) podsuel [eseq-0)-jeoidy





media/file4.jpg
Na'-dependent
transport

I

HOg+

[o1uoo

yLs

alvon+

99/ U0

[o1uoo

S 8 3 g 2 g o
& 8 8 8 ¢ R

(Jayng +EN Ul [013U00 JO %)
ajeJ uoljesjsuad |eseq-oj-eoidy

Na-free buffer

Na* buffer





media/file0.jpg
(wo-p) ¥3L

o o 9o 9o 9o
o o o o o
n < o N @«
*
I*

°

=

[

56

£~
O o o o o
o ®© ©o T «
g

(3s0p palaIsIUILIPE JO %)
uoljesjouad |ojuuew[H,]

1

insert

day(s) after seeding

only





media/file2.jpg
g 8 88 8 8 °

S (owd) wnowe sovex fenpisay

—0—fluciclovine

200
5
o
s

©  (jowd) Hodsues [eseq-oj{eordy

Leu

Aa

fuciclovine

60 90 120

Time (min)

30





